with 5 % glucose, but without agar, was used in all growth and inhibition studies. Davis and Mingioli (J. Bacteriol. 60:17, 1950) synthetic liquid medium supplemented with 0.4% sodium glutamate was used for inoculum preparation.
all growth and inhibition studies. Davis and Mingioli (J. Bacteriol. 60:17, 1950 ) synthetic liquid medium supplemented with 0.4% sodium glutamate was used for inoculum preparation.
Inocula were prepared from cells of single colonies. Aerobic growth studies were carried out in a water-bath shaker at 35 C and anaerobic studies in Brewer jars. Comparative sensitivity studies of various agents were done by the serial dilution technique. Serially diluted tubes were read after 20 hr of incubation at 35 C. RD mutants were obtained by growing the wild-type yeast in a liquid medium containing 10 ,ug of acriflavine per ml for several successive transfers. The tetrazolium agar overlay technique of Ogur et al. (Science 125:928, 1957) and Nagai (Science 130:1188 (Science 130: , 1959 ) was used to detect RD mutants. Respiration deficiency was confirmed by the glucose-limiting method of Ogur and St. John (J. Bacteriol. 72:500, 1956 ).
The acriflavine-treated yeast culture, when plated on acriflavine-free medium, gave rise only to RD colonies. However, the RD colony population was of two main types distinguishable by colony size. More than 99% of the colonies were uniformly small or "petite" in size, measuring 1 mm in diameter. The few remaining colonies were 2 mm in diameter and designated as large RD observations indicated no significant differences in cell size of the two RD mutants and the normal wild-type strain. The two RD types grew on glucose medium, but failed to develop on lactate and succinate media. Figure 1 shows the comparative growth rates of these yeast cultures under aerobic and anaerobic conditions. Under both conditions, the large RD mutant had a faster growth rate than the small RD mutant. Anaerobically, the large RD mutant grew even more rapidly than the parent wild type. When growth of the large RD mutant was compared with that of the small RD mutant in the presence of such antitumor substances as 6-diazo-5-oxonorleucine, amethopterin, and 5-fluorouracil, no differences in growth were indicated. In addition, the sensitivities of the wild-type yeast, the small RD mutant, and the large RD mutant to a variety of antitumor agents, respiratory enzyme inhibitors, and antibiotics were studied by serial dilution technique. There were no significant differences in sensitivities of these strains to the various substances. 85, 1963 and Blood Agar Base (Difco), 4%. The mixture was sterilized by autoclaving, supplied with 2% defibrinated rabbit blood, and poured into petri dishes. The organ homogenates were either seeded directly on the medium or previously incubated for 1 hr at room temperature in the presence of potassium tellurite (E. Merck, A. G. Darmstadt, Germany; final concentration 150 mg/ml). Preincubation with potassium tellurite reduced markedly the number of gram-negative contaminants, although P. pestis was less affected. It has been found necessary to dilute the incubated material to 1:100 before seeding.
The appearance of growth permitted diagnosis of P. pestis within 48 hr of incubation at 28 C. The colonies of all strains of P. pestis tested are translucent, granular, and dentate, and can be easily differentiated from the colonies of Escherichia coli, Staphylococcus sp., and Bacillus sp.
( Fig. 1 and 2 ). The growth of gram-positive bacteria is partially inhibited on this medium.
Plate counts were performed on the Oxgall medium and compared with counts obtained on other media (Table 1 ). The best results were obtained on blood agar base and on 0.3% Oxgall medium. The blood could be replaced either by a hemolyzed suspension of ox blood (1 %), or by a hemolyzed suspension of rabbit blood (1%), prepared by repeated freezing and thawing. 
